Measurements of circulating parathyroid hormone (PTH) are important in the evaluation of individuals with hyperor hypocalcemia and for the investigation of PTH function in bone and mineral disorders (1, 2 ) . Serum may be a good alternative to EDTA plasma in the assessment of PTH status and is an acceptable alternative to EDTA plasma in the reformulated IMMULITE 2000 intact PTH (iPTH) assay. However, reports on the stability of PTH in serum and EDTA plasma are conflicting (3-5 ).
. Effect of sample type (EDTA or serum) and storage for 72 h at room temperature on iPTH values with the IMMULITE 2000 iPTH assay.
(A), Scatterplot of iPTH values at baseline and after 72 h of storage at room temperature. EDTA 0d and Serum 0d, baseline iPTH values in EDTA plasma and serum, respectively; EDTA 3d and Serum 3d, iPTH values in EDTA plasma and serum, respectively, after 72 h of storage at room temperature. Mean values are indicated by horizontal lines. Sample iPTH values in serum at baseline and after 72 h of storage at room temperature are significantly different from EDTA plasma at baseline ‫,ءء(‬ P Ͻ0.001; repeated-measures ANOVA and Dunnett's post hoc test). (B), Bland-Altman analysis of data comparing EDTA-plasma and serum iPTH values at baseline with regression line and 95% confidence limits. Analysis of the proportional error noted between serum and EDTA plasma for iPTH indicated that the slope of the regression line was not significantly different from zero. (5, 6 ) , we aimed to establish methods for the noninvasive molecular diagnosis of GAMT deficiency. We recently developed a radiochemical method for the determination of GAMT activity in cultured skin fibroblasts and in virus-transformed lymphoblasts (7 ). Here we report a denaturing gradient gel electrophoresis (DGGE) technique for the screening of mutations in the GAMT gene in DNA extracted from dried-blood spot filter-paper samples and from fibroblasts and virus-transformed lymphoblasts.
Three index patients with mutations confirmed by techniques other than DGGE [P1, P2, and P6; see Refs. (5, 8 ) ] and three new patients (P3, P4, and P5) with undetectable GAMT activity but unknown GAMT deficiency mutations (9, 10 ) were investigated. Details of the patient studies are summarized in Table 1 , and the locations and frequencies of the mutations identified in these patients are shown in Fig. 1 .
We extracted DNA from dried-blood spot, filter-paper samples and from fibroblasts and lymphoblasts using Chelex-100 particles [Promega; see Ref. (11 )] and the Nucleospin CϩT reagent set (Machery), respectively. Primer pairs for nested PCR are available as a data supplement at Clinical Chemistry Online (Table 2 ; http:// www.clinchem.org/content/vol48/issue5). Seven DNA fragments were amplified, including exon 1/promoter, the 3Ј-untranslated region (UTR), exons 2-6, and adjacent intron boundaries. The first round of PCR was carried out in a mixture containing 500 ng of DNA extracted from dried-blood spots, 800 nM each outside primer, 10 mM Tris-HCl (pH 8.3), 1.5 mM KCl, 2 mM MgCl 2 , 200 M each deoxyribonucleotide, and 2.5 U of Ampli-Taq Gold DNA polymerase in a total reaction volume of 50 L. Alternatively, 100 ng of DNA extracted from fibroblasts and lymphoblasts and 400 nM each of the outside primers were used. PCR conditions for a Perkin-Elmer-Cetus DNA Thermal Cycler were as follows: denaturation at 95°C for 5 min followed by 40 cycles at 95°C for 1 min, 65°C for 1 min, 72°C for 1 min, and a final elongation at 72°C for 10 min. In a second PCR round, thermal cycling was carried out for 35 cycles as above with 0.5 L of PCR product from the first round of amplification with 400 nM each of the nested primers.
DGGE was carried out essentially as described previously (12 ) with 20 L of sample loaded onto a 10% polyacrylamide gel containing a 40 -70% denaturing gradient (exon 2b); 8% polyacrylamide gel containing a 25-65% or a 40 -70% denaturing gradient (exons 3, 4, 5, and 6); 12% polyacrylamide gradient gel containing a 40 -80% denaturing gradient (exon 2a, 3Ј-UTR). A 100% denaturing gradient gel contains 7 mol/L urea and 400 mL/L (by volume) deionized formamide.
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